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Abstract  12 
Kin recognition mediates altruistic behaviour and inbreeding avoidance in many 13 
animal societies. So far, evidence for accurate kin recognition, i.e. when individuals 14 
distinguish fine scale differences in genetic relatedness, in social insects is mixed. 15 
While this ability should be counter-selected to reduce risks of nepotism in eusocial 16 
colonies, accurate kin recognition may be beneficial in less integrated societies 17 
where genetic conflicts are reduced. Here we show that gregarious cockroaches 18 
Blattella germanica discriminate multiple levels of relatedness and identify inherited 19 
cuticular odours as potential kin recognition cues. When given a choice between 20 
aggregation sites containing either full-siblings or less related conspecifics, 21 
cockroaches showed an increasing preference for resting with full-siblings with 22 
increasing genetic distance between stimuli groups, from 50% of choices in the 23 
presence of half-siblings or cousins, to 60.7% with less related cockroaches from the 24 
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same strain, and 72.9% with cockroaches from a different strain. Examination of the 25 
cuticular hydrocarbon profiles of 288 nymphs and their 54 parents revealed that the 26 
chemical distance between cockroaches was negatively correlated to their 27 
relatedness. Using a Bayesian animal model approach for quantitative genetic 28 
analyses, we identified several highly heritable methyl-branched alkanes as good 29 
candidates for kin recognition cues. Our results suggest that kin recognition is based 30 
on genetically inherited odours in this gregarious insect and highlight mechanistic 31 
similarities with nestmate recognition in eusocial species. 32 
 33 
Keywords: aggregation; animal model; Blattella germanica; cuticular hydrocarbons; 34 
kin recognition, odour-gene covariance.  35 
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INTRODUCTION  36 
Kin recognition, the ability to discriminate kin from non-kin, is taxonomically 37 
widespread, from microorganisms (Ostrowski et al. 2008) to humans (Krupp et al. 38 
2012), and can be mediated by various mechanisms (Hepper 1991). In social 39 
species, kin recognition enables individuals to direct altruistic behaviour (Hamilton 40 
1987) and/or avoid inbreeding (Pusey and Wolf, 1996). Insects are no exception 41 
(Holman et al. 2013c). Surprisingly, however, since Greenberg’s (1979) pioneering 42 
work on the primitively eusocial sweat bee Lasioglossum zephyrum, showing that 43 
guards selectively block the entry of conspecifics to the nest based on fine scale 44 
levels of relatedness, accurate kin recognition has remained difficult to demonstrate 45 
in insect societies (Boomsma and d’Ettorre 2013; Breed 2014).  46 
In the advanced eusocial species, such as termites, ants, some bees and 47 
wasps, kin recognition typically occurs at the level of colony membership through 48 
variations of cuticular odours (see reviews by Lenoir et al. 1999; van Zweden and 49 
d’Ettorre, 2010). More accurate (within-colony) recognition seems to be absent or at 50 
least hard to detect (Tarpy et al. 2004; Boomsma and d’Ettorre 2013; but see Arnold 51 
et al. 1996; Nehring et al., 2011; Helanterä et al., 2013; Leadbeater et al. 2014). The 52 
prevailing hypothesis is that accurate kin recognition is selected against to reduce 53 
costly conflicts over reproduction and resource allocation that would arise from 54 
nepotistic behaviour favouring more related nestmates (Keller 1997; Boomsma et al. 55 
2003; Ratnieks et al. 2006). In these tightly integrated insect societies, the mixing of 56 
odour cues among colony members generates a uniformly distributed colony odour 57 
that provides a mechanism to counter the accuracy of within-colony recognition. In 58 
ants, for instance, chronic transfer of genetically determined cuticular hydrocarbons 59 
(CHCs) through social interactions (allogrooming, trophallaxis) (Ross et al. 1987; van 60 
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Zweden et al. 2010), physical contacts with nest materials (Breed et al. 1995) or 61 
shared food (Liang and Silverman 2000), maintain a unique colony odour enabling 62 
individuals to discriminate nestmates from non-nestmates with great precision while 63 
reducing the possibility to discriminate individuals of different matrilines or patrilines 64 
(Lenoir et al. 1999; van Zweden and d’Ettorre 2010; Johnson et al. 2011).  65 
While most research on insect kin recognition has focused on eusocial 66 
Hymenoptera, it has been proposed that accurate kin recognition based on 67 
relatedness should be more common in socially simpler (non-eusocial) species, with 68 
no division of labour, low levels of cooperation and therefore low costs of nepotism 69 
(Fellowes 1998; Costa 2006; Lihoreau et al. 2012; Wong et al. 2014). In such groups 70 
fine scale kin recognition may favour altruistic behaviour and allow for inbreeding 71 
avoidance via disassortative mating.  72 
Gregarious insects, such as the German cockroach (Blattella germanica), are 73 
good models for exploring this hypothesis. These domiciliary cockroaches typically 74 
live in meta-populations in which individuals can freely circulate (Rust et al. 1995). 75 
Adults and nymphs from multiple families (matrilineages) tend to form large 76 
aggregations when resting during the day and feeding at night, thereby creating 77 
considerable potential for individuals of different kin classes to interact (Lihoreau et 78 
al. 2012). The probability that cockroaches from different populations encounter is 79 
also very high, due to passive dispersion by human activities in their urban habitat 80 
(Rust et al. 1995). Recent studies indicate that B. germanica cockroaches can 81 
discriminate their full-siblings from non-siblings of unknown relatedness, enabling 82 
them to avoid inbreeding when choosing mating partners (Lihoreau et al. 2007; 83 
Lihoreau et al. 2008; Lihoreau and Rivault 2010) or to form kin groups when 84 
choosing resting sites (Rivault and Cloarec 1998; Lihoreau and Rivault 2009). By 85 
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aggregating with kin, cockroaches may gain inclusive fitness benefits through the 86 
improved physiological and behavioural development of their close relatives, 87 
resulting from enhanced temperature and humidity conditions inside resting groups 88 
known as “group effects” (see review by Lihoreau et al. 2012). However, it remains 89 
unknown whether cockroaches can discriminate conspecifics more accurately based 90 
on their degree of relatedness. Like in the eusocial Hymenoptera, B. germanica 91 
cockroaches discriminate kin and non-kin based on quantitative variations in their 92 
CHC profiles but the absence of allogrooming and trophallaxy considerably reduces 93 
odour mixing between aggregated individuals, suggesting that recognition cues show 94 
a direct association between the genotype and the phenotype (Lihoreau and Rivault 95 
2009). We therefore hypothesised that the observed binary discrimination between 96 
full-siblings and non-siblings is the expression of a more accurate kin recognition 97 
system enabling cockroaches to discriminate fine scale differences in genetic 98 
similarity.   99 
Here we tested this hypothesis by examining the ability of B. germanica 100 
cockroaches to discriminate classes of conspecifics with increasing genetic distance 101 
in binary choice tests for resting partners. We analysed the relationship between 102 
genetic and chemical distances between individuals to test if these could be used for 103 
accurate kin recognition. Finally, we applied a Bayesian animal model approach to 104 





Study organisms 108 
All experiments were conducted in 2009. We used B. germanica cockroaches of two 109 
laboratory strains originating from wild individuals caught in two French cities in 2008. 110 
Strain A (our reference strain) was established from ca. 100 adults collected in 111 
Rennes (48°06′43″ N, 1°40′27″ W). Strain B was established with ca. 100 adults 112 
collected more than 500 km away in Dijon (47°19′00″ N, 5°01′00″ E). Both strains 113 
were maintained well isolated from each other in large rearing cages (l: 80 cm, w: 30 114 
cm, h: 102 cm) at 25°C, 60% humidity and under a 12:12 L:D cycle (light on at 8:00 115 
am) during approximately four generations (ten months). Cockroaches were provided 116 
with water, turkey food pellets and cardboard shelters ad libitum. Adults were allowed 117 
to mate freely within the rearing cages. 118 
To create lines of known pedigree relatedness, we collected mature oothecae 119 
from randomly sampled females in both laboratory strains. Each ootheca was 120 
isolated in a plastic rearing box (h: 80 mm, Ø: 50 mm) with a damp cotton wool until 121 
hatching of the F1 generation (Figure 1). Because B. germanica females mate only 122 
once, nymphs from the same ootheca were full-siblings (Lihoreau and Rivault 2010). 123 
Shortly after reaching adulthood, males and females of the F1 generation were 124 
paired according to their relatedness (r) to produce the F2 generation (Figure 1). Five 125 
kin classes of F2 nymphs were then identified: full-siblings (FS: r = 0.5), paternal half-126 
siblings (HS: r = 0.25), first cousins (C: r = 0.125), unrelated same strain-members 127 
(SS: 0 < r < 0.125), and unrelated different strain-members (DS: r = 0). Third instar 128 
nymphs (~30 days after eclosion from the oothecae) of the F2 generation were used 129 
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for choice tests and chemical analyses. Adults of the F1 generation were also kept 130 
for chemical analyses. Each cockroach was used only once. 131 
 132 
Choice tests 133 
We worked with nymphs because they exhibit the strongest aggregation behaviour 134 
(Lihoreau et al. 2012). During a test, a focal nymphs was given a simultaneous 135 
choice between two resting sites, each containing a stimulus kin group of 15 third 136 
instar nymphs (Figure 2a). Tests were performed in a circular arena (large Petri dish, 137 
h: 15 mm, Ø: 140 mm), in which the two resting sites (small Petri dishes, h: 15 mm, 138 
Ø: 30 mm) containing the stimuli groups were placed upright 100 mm apart (see 139 
example in Figure S1). The resting sites were closed with a plastic mesh (Ø: 1 mm) 140 
so that the focal nymph could not enter but only have antennal contacts with the 141 
stimulus groups through the mesh. Two hours before the beginning of the tests, 142 
cockroaches of the F2 generation were anaesthetized under light CO2 in order to 143 
select and prepare the experimental individuals. From this pool of individuals, 144 
randomly selected focal nymphs were isolated in 5 ml Eppendorf tubes and groups of 145 
stimulus nymphs were placed in the resting sites.  146 
A test consisted in releasing a focal nymph by opening the Eppendorf tube in 147 
the middle of the arena at the beginning of the light phase of the photoperiod (10:00 148 
am) and recording its position 24 h later. Cockroaches thus experienced a long 149 
resting phase (light on from 10:00 am to 8:00 pm), followed by a long foraging phase 150 
(light off from 8:00 pm to 8:00 am) and a short resting phase (light on from 8:00 am to 151 
10:00 am). The test was successful if the focal nymph was in physical contact with 152 
one of the two resting sites at the end of the second resting phase (see example in 153 
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Figure S1; Rivault and Cloarec 1998). In the rare cases when trials were 154 
unsuccessful the focal nymph was generally moving in the arena and therefore not 155 
resting.  156 
We conducted four combinations of binary choice tests (Figure 2a) in which 157 
focal nymphs were observed in the presence of either (1) FS and HS (N = 212 trials), 158 
(2) FS and C (N = 196 trials), (3) FS and SS (N = 124 trials), or (4) FS and DS (N = 159 
152 trials) (numbers of successful trials are given in the results). For each 160 
combination of tests, we pseudo-randomized the relative positions (left/right) of the 161 
stimuli groups in the arena to avoid potential biases due to side preferences by 162 
cockroaches. Neither cockroaches nor resting sites were marked so that data 163 
collection was strictly blind. Matching of behavioural data with relatedness data was 164 
made only later for the statistical analyses. 165 
All the analyses were conducted in R v.3.2.1 (R Development Core Team 166 
2015). To compare the proportions of choices made for FS across the four 167 
combinations, we ran a general linear mixed model (GLMM) with binomial error and 168 
logit link, using the function ‘glmer’ (R package lme4; Bates et al. 2014). In the 169 
model, choice was included as explanatory variable. Since the same stimuli groups 170 
were used in multiple trials, we included ootheca identity for each of the two groups 171 
as random factors. We also included the side of the FS group (left/right) as a random 172 
factor. For each combination of choice, we assessed whether cockroaches showed a 173 
significant preference for one of the two stimuli groups using a two-tailed sign test 174 




Chemical analyses 177 
We analysed the cuticular odour profiles of 288 nymphs and 54 adults. From a total 178 
of 36 oothecae (27 oothecae for strain A, 9 oothecae for strain B), we extracted the 179 
profiles of 8 nymphs per ootheca (FS group) and their 2 parents. In strain A, this 180 
resulted in 216 nymph profiles (8 nymphs × 27 oothecae) and 45 parent profiles (27 181 
females and 18 males, since some FS groups had the same father). In strain B, the 182 
extraction of 3 female and 6 male parents failed, resulting in 72 nymph profiles (8 183 
nymphs × 9 oothecae) and 9 parent profiles (6 females and 3 males). All the nymphs 184 
used for the chemical analyses originated from the same oothecae as those used in 185 
the behavioural choice tests, so that the same kin relationships could be measured 186 
(Figure 1).  187 
The extractions were done by immersing frozen cockroaches individually in 1.5 188 
ml of dichloromethane (99 %) for 2 min (Lihoreau and Rivault 2009). Extracts were 189 
dried in a nitrogen stream and re-diluted in 20 µl of dichloromethane before injection 190 
of a 1 µl sample in a gas chromatograph (Agilent 6850, Agilent Technologies, CA) 191 
equipped with a flame ionization detector and a CP Sil5-CB column (30 m × 0.320 192 
mm internal Ø). The temperature protocol started at 90 °C (held for 3 min), increased 193 
to 230 70 then to 320 °C at 5 °C/min (held for 10 min). The carrier gas 194 
was helium. We identified the CHC peaks from the chromatograms obtained in the 195 
software Galaxie v1.7 (Agilent Technologies, CA) using reference retention times 196 
(Rivault et al. 1999; Lihoreau and Rivault 2009). The 25 CHC peaks specific to B. 197 
germanica were present in all profiles and included in the analyses (see complete list 198 
in Figure 3 and Table S1-4). Raw peak areas were transformed to relative 199 
abundances by log-ratio normalisation (Aitchison 1986) before any further analyses. 200 
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All chemical profiles will be deposited in the Dryad data repository upon acceptance 201 
for publication of the manuscript.  202 
 203 
Heritability estimates of CHCs 204 
To assess the degree to which CHC profiles were heritable, we first tested whether 205 
pairwise chemical distances of entire profiles were negatively correlated with pairwise 206 
pedigree relatedness. The Euclidean distance between all possible pairs of 207 
individuals was calculated using the pairwise differences in relative abundance of all 208 
25 CHC compounds. Using Mantel tests with 1000 permutations (to correct for the 209 
pseudo-replication of using pairs; R package ape; Paradis et al. 2004), this chemical 210 
distance matrix was compared with a pedigree relatedness matrix for each pair. The 211 
relatedness of SS relationships was set to 0.0625 (see Figure 1). Setting this value to 212 
either 0.000, or 0.125 gave effectively the same results. We then repeated these 213 
calculations using only the five compounds with the highest heritability estimates (see 214 
below; Figure 2c). 215 
To assess the heritability (h2) of compounds, and thus which compounds are 216 
most informative for kin recognition, we analysed the CHC data using the “animal 217 
model” approach (Lynch and Walsh 1998; Wilson et al. 2010). The animal model 218 
uses mixed-effect models to decompose phenotypic variance into genetic and 219 
environmental variance, and allows you to estimate the heritability of a trait and 220 
correlations between traits (e.g. due to pleiotropy, linkage disequilibrium or 221 
experiencing the same maternal environment). We used the R package MCMCglmm 222 
(Hadfield 2010) to run Bayesian bivariate models for each pairwise combination of 223 
CHC variables and the first four principal components (PCs) of a principal component 224 
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analysis (PCA). The developmental stage of the individual (nymph or adult) was 225 
included as a fixed factor, whereas strain (A or B) and maternal environment (full 226 
sibling groups were derived from the same ootheca) were random factors. Each of 227 
the models included the known pedigree of grandmothers (F0), mothers and fathers 228 
(F1), and offspring (F2), and the distribution of CHC variables was set to Gaussian. 229 
Each model ran for 55000 iterations, sampling every 50th data point, and had a burn-230 
in of 5000 iterations, thus resulting in 1000 permutations. The heritability estimate of 231 
each compound was taken as the average estimate of all 30 bivariate models 232 
containing that compound. Heritability estimates were also obtained using paternal 233 
half-sib covariance analysis or parent-offspring regressions (see Supplementary 234 
Material and Supplementary Tables S3 and S4). 235 
We calculated genetic correlation and maternal correlations between each 236 
combination of variables. Genetic correlations may be due to for example pleiotropy 237 
or linkage, whereas maternal correlations between traits may be due to sharing the 238 
same ootheca nymph environment. For three of the compounds (n-C27, n-C29, and 239 
10+12-MeC32), these correlation coefficients with all other compounds were 240 
regressed against the chain length of the carbon backbone of the respective 241 
compound, using standard linear models in R. 242 
 243 
RESULTS 244 
Choice tests 245 
Cockroaches given a choice between a resting site containing FS and a resting site 246 
containing less related conspecifics (HS, C, SS, or DS; Figure 2a) made a choice for 247 
one site in 92% of the 684 trials. This proportion of successful tests was similar 248 
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across the four choice combinations (FS vs HS: 91.5% of 212 trials, FS vs C: 93.4% 249 
of 196 trials, FS vs SS: 90.3% of 124 trials, FS vs DS: 92.1% of 152 trials; Chi-250 
square test, χ23 = 1.04, P = 0.792). Cockroaches did not discriminate closely related 251 
FS and HS or FS and C. Of the 194 nymphs in the FS-HS trials, 96 associated with 252 
FS and 98 with HS (sign test, P = 0.943; Figure 2b). Of the 183 nymphs in the FS-C 253 
trials, 90 associated with FS and 93 with C (sign test, P = 0.883; Figure 2b). By 254 
contrast, cockroaches discriminated FS and less related conspecifics from the same 255 
strain or from a different strain. Of the 112 nymphs in the FS-SS trials, 68 associated 256 
with FS and 44 with SS (sign test, P = 0. 0.029; Figure 2b). Of the 102 nymphs in the 257 
FS-DS trials, 102 associated with FS and 38 with DS (sign test, P < 0.001; Figure 258 
2b). Thus overall, cockroaches showed an increasing preference for FS as the 259 
genetic distance between the two stimuli groups increased, from about 50% of 260 
individuals choosing FS in the presence of HS (49.5%) and C (49.2%), to 60.7% in 261 
the presence of SS and 72.9% in the presence DS. These choices were independent 262 
of the matrilines of the focal nymph, of the matrilines of the stimuli groups, and of the 263 
side (left/right) in which stimuli groups were presented in the arena (GLMM with 264 
binomial error, F3,622 = 5.98, P < 0.001).  265 
 266 
Heritability estimates of CHCs 267 
Chemical distances over all 25 CHC compounds increased with lower relatedness 268 
between individuals (Mantel test, Z = 3174.23, P < 0.001; Figure 2c), indicating that 269 
the CHC profile as a whole is significantly genetically determined. Similar results 270 
were obtained using only the five most and the five least heritable compounds 271 
(mentioned below) (Figure 2c; Z = 1604.82, P < 0.001, and Z = 1492.51, P < 0.001, 272 
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respectively). Therefore, there is enough heritable chemical information in the CHC 273 
profiles to allowing cockroaches to discriminate the five kin classes. 274 
 The heritability analysis based Bayesian animal models revealed that several 275 
methyl-branched alkanes are the most heritable and therefore may be most 276 
informative cues for kin recognition (Figure 3; see numerical version in Table S1). 277 
The compounds 11,15-diMeC27, 3,11+3,9-diMeC27, 5-MeC29, 3,7+3,9+3,11-diMeC29, 278 
and 11+13+15-MeC31 showed the highest heritabilities, with h2 values ranging from 279 
0.278 to 0.372. In contrast the compounds 3-MeC27, 2-MeC28, 3-MeC29, 4,8+4,10-280 
diMeC30, and 10+12-MeC32, showed the lowest heritabilities, with h2 values ranging 281 
between 0.065 and 0.076. Together, the first four PCs of the PCA explained 83.3 % 282 
of the variance, but only PC1 (explaining 51.4 % of the variance) showed high 283 
heritability (Figure 3). The compounds 5,9+5,11-diMeC27, 3,11+3,9-diMeC27, 284 
11+13+15-MeC31, and 10+12-MeC32 had the highest (positive or negative) loadings 285 
on this principal axis (Supplementary Table S2). This indicates that the major 286 
variation in the CHC dataset was due to these compounds. 287 
Patterns of pairwise genetic correlations between CHCs indicate that negative 288 
correlations are the most frequent between compounds with a short chain length and 289 
compounds with a long chain length, as exemplified in Figure 3 (red corner of lower 290 
triangle). In contrast, positive correlations are more frequent amongst CHCs of either 291 
short or long chain length (regression of genetic correlation coefficients on chain 292 
length; n-C27, β = -0.206, P = 0.003; n-C29, β = 0.042, P = 0.508; 10+12-MeC32, β = 293 
0.250, P < 0.001). The pattern of maternal correlations (upper triangle in Figure 3) is 294 
very similar to the genetic correlations and perhaps even clearer (regression of 295 
maternal correlation coefficients on chain length; n-C27, β = -0.259, P = 0.001; n-C29, 296 
β = -0.065, P = 0.245; 10+12-MeC32, β = 0.285, P < 0.001). This similarity is likely 297 
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due to only full-siblings experiencing the same maternal environment, thus not 298 
allowing us to disentangle the two correlations well. Interestingly, the three 299 
compounds with chain length 27 and high heritability (11,15-diMeC27, 5,9+5,11-300 
diMeC27, 3,11+3,9-diMeC27) have very low maternal correlations with any compound 301 
and high positive genetic correlations with each other, showing that their relative 302 
concentrations are not much affected by environmental factors. 303 
 304 
DISCUSSION 305 
Using binary choice experiments, we found that B. germanica cockroaches express 306 
an increasing preference for aggregating with full-siblings as the genetic distance 307 
between stimuli groups increases, from no preference in the presence of close kin 308 
(half-siblings or first cousins), to moderate and strong preferences with less related 309 
individuals from the same strain or a different strain. The degree of variation between 310 
the CHC profiles of cockroaches reflects their genetic relatedness and thus provides 311 
the necessary information for kin recognition. Five methylated alkane peaks showed 312 
high relative heritability, implicating these as good candidates for kin recognition 313 
cues.  314 
Our results build on previous observations that cockroaches can discriminate 315 
the cuticular odours of full-siblings from that of non-siblings of unknown relatedness 316 
(Lihoreau and Rivault 2009) or odours of conspecifics of their strain from that of 317 
conspecifics of other strains (Rivault and Cloarec 1998), suggesting that 318 
discrimination of multiple kin classes is mediated by genetically determined variation 319 
of odour profiles. The fact that we could not detect behavioural discrimination 320 
between close kin in our assays raises the question of whether cockroaches cannot 321 
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perceive differences between these classes of kin, or whether individuals do not 322 
respond to perceived odour differences in an aggregation context. Calculations of 323 
chemical distances suggest that there is enough information available for enabling 324 
accurate recognition of close kin. Therefore, it is likely that a different behavioural 325 
context, where the costs of discrimination errors are much higher, may have brought 326 
different results. For instance, accurate identification of full-siblings may be pivotal for 327 
mate choice to enable adults with limited dispersal abilities to avoid incestuous 328 
mating and minimize the costs of inbreeding (Lihoreau et al. 2007; Lihoreau et al. 329 
2008; Lihoreau and Rivault 2010). The selective pressure for disassortative mating is 330 
thought to be an essential driver for the evolution and maintenance of polymorphic 331 
genetic odour cues (CHC profiles) underpinning kin recognition and behavioural 332 
discrimination in many animal societies (Crozier 1986; Holman et al. 2013c). 333 
Analyses of the CHC profiles of nymphs with known pedigree relatedness and 334 
their parents indicate that several methyl-branched alkanes (notably 3,x-dimethyl 335 
alkanes) were most heritable and therefore most informative cues for kin recognition, 336 
whereas the linear alkanes showed relatively low heritability (Figure 3). In eusocial 337 
insects, alkenes and methyl-branched alkanes, rather than linear alkanes, typically 338 
mediate nestmate recognition (e.g. honey bees: Dani et al. 2005; wood ants: Martin 339 
et al. 2008; carpenter ants: van Zweden et al. 2009) and have also been found to be 340 
more heritable than the linear compounds (van Zweden et al. 2010; Holman et al. 341 
2013b). Methyl-branched alkanes have also been reported as most informative 342 
compounds for social recognition in other arthropods, for instance in the subsocial 343 
spider Stegodyphus lineatus where all dimethyl and several monomethyl alkanes 344 
present on the cuticle of spiderlings have the highest discriminative power in 345 
separating families (Grinsted et al. 2011). However, compounds such as 3-MeC27, 4-346 
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MeC28, n-C29, and 3-MeC29, which are often associated with reproductive status in 347 
wasps and ants (Holman et al. 2013a; van Zweden et al. 2014; van Oystaeyen et al. 348 
2014), show low heritability in B. germanica. Interestingly, some of the strongest 349 
genetic correlations are observed between these compounds. This supports the idea 350 
that these CHCs may be more associated with the physiological state rather than the 351 
genetic background in insects, although this requires further testing. 352 
Heritability patterns, as revealed by the animal models, also yield information 353 
about the biosynthesis of CHCs. In particular we notice that there are generally 354 
strong negative genetic and maternal correlations between compounds of short and 355 
long chain length. This may be ascribed to the working of the single protein elongase 356 
in the synthesis process. This protein controls chain length specificity by elongating 357 
fatty acyl-CoA groups until the intended chain length is reached (Blomquist 2010), 358 
but uses the same precursors for similar compounds of different chain length, thus 359 
causing a trade-off between these. Another pattern that is noticeable is that the 360 
compounds of high heritability and short chain length (11,15-diMeC27, 5,9+5,11-361 
diMeC27, 3,11+3,9-diMeC27) show little correlation with other compounds, whereas 362 
those of high heritability and long chain length show strong correlations with other 363 
compounds. This suggests that these are fairly independent of other compounds or 364 
maternal effects and may most accurately reflect relatedness between individuals. 365 
These results call for further investigations based on systematic correlations between 366 
all compounds of the cuticular in other insect species. 367 
 CHCs have long been identified as non-volatile social cues used by 368 
cockroaches to forage and to find aggregation sites (Rivault and Cloarec 1998; Amé 369 
et al. 2004; Jeanson and Deneubourg 2006; Lihoreau et al. 2010). It is therefore 370 
likely that kin recognition based on CHCs shapes the long-term spatio-temporal 371 
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distribution of cockroaches in natural contexts (Bell et al. 2007). Because 372 
cockroaches typically form single large aggregations instead of splitting into smaller 373 
groups, provided that the carrying capacity of the resting site (shelter) can sustain the 374 
whole population (Amé et al. 2006), accurate kin recognition could lead to a 375 
structuring of kin groups within resting aggregations. Population genetic studies have 376 
consistently reported only weak genetic structures of B. germanica populations 377 
across large spatial scales (between rooms, apartments, buildings, cities or 378 
continents), presumably because of the important effect of passive dispersion 379 
mediated by humans (Cloarec et al. 1999; Crissman et al. 2010; Booth et al. 2011; 380 
Vargo et al. 2014). However, none of these studies, has examined fine scale genetic 381 
structures within single aggregations and how they may change through time.  382 
Whether kin aggregation by cockroaches is an adaptive response or a by-383 
product of central place foraging is still an open question. By prioritizing kin groups, 384 
nymphs may share the benefits of grouping with their closest relatives (e.g. faster 385 
development due to increased ambient temperature (Lihoreau and Rivault 2008), 386 
reduced water loss (Dambach and Goehlen 1999), increased ability to locate food 387 
(Lihoreau et al. 2010) or shelters (Canonge et al. 2011), accelerated escape 388 
behaviour (Laurent Salazar et al. 2013)) and thus possibly gain inclusive fitness 389 
benefits. Alternately, kin discrimination could result from the tendency of cockroaches 390 
to always return to their familiar resting site between foraging phases (Rust et al. 391 
1985; Laurent Salazar et al. 2015) and thus search for locations with a familiar odour. 392 
In our experiments where cockroaches were raised in family aggregations (groups of 393 
full-siblings), it is possible that the focal nymphs simply favoured sites containing the 394 
most similar odour to that experienced before the tests. Cross-fostering studies in 395 
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which cockroaches are raised in groups of unrelated individuals will help deciphering 396 
the role of odour experience and genetic relatedness in the observed decisions. 397 
Over the past decades, research on ants and bees has led to the consensus 398 
that fine scale kin recognition is counter selected in the advanced eusocial insects to 399 
avoid costs of nepotism (Keller 1997; Boomsma et al. 2003; Ratnieks et al. 2006; 400 
Boomsma and d’Ettorre 2013). Our study in a gregarious (non-eusocial) insect shows 401 
that such kin recognition abilities based on odour-gene covariance (sensu Todrank 402 
and Heth 2003) can evolve and be maintained in simple societies where the costs of 403 
nepotism are low relative to the benefits of avoiding inbreeding. The idea that the 404 
accuracy of social recognition systems may be linked to the cost/benefit balance of 405 
nepotism in insect societies is consistent with the observation that kin informative 406 
cues can be selectively masked or expressed in socially flexible species, as for 407 
instance in the European Earwig (Forficula auricularia) where CHC specific to 408 
patrilines are concealed in juveniles but not in adults (Wong et al. 2014). In this 409 
subsocial insect, odour masking may minimize kin biased competition and 410 
cannibalism among nymphs from different patrilines constituting the brood, whereas 411 
kin informative cues may favour inbreeding avoidance in adults (Wong et al. 2014). 412 
Evidence of accurate kin recognition in solitary insects also supports this hypothesis 413 
(e.g. crickets: Thomas and Simmons 2011).  414 
Beyond bringing fundamental knowledge on the behavioural ecology of B. 415 
germanica, our results provide novel insights for the evolution of social recognition 416 
systems in cockroaches and termites (Blattodea), a phylogenetic group that has 417 
received relatively little attention but provides considerable interest for comparative 418 
research on insect social evolution (Bell et al. 2007). The utilisation of CHCs for 419 
accurate kin recognition in gregarious cockroaches raises the possibility that this 420 
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mechanism could have served as physiological ground (precursor) for the 421 
establishment of nestmate recognition in more advanced subsocial cockroaches and 422 
the transition to eusociality in termites (Dronnet et al. 2006). This hypothesis is 423 
consistent with behavioural observations of the subsocial wood feeding cockroach 424 
Cryptocercus punctulatus, a sister group of termites (Inward et al. 2007; Djernæs et 425 
al. 2012), indicating that individuals recognise members of different families using 426 
close range olfactory cues and occasionally attack conspecifics from neighbouring 427 
families (Seelinger and Seelinger 1983). Further examination of social recognition 428 
systems across Blattodea species exhibiting various levels of social complexities 429 
hold considerable promises for exploring the evolution of insect communication and 430 
sociality based on comparative research with the Hymenoptera.  431 
 432 
ACKNOWLEDGEMENTS 433 
We thank Madeleine Beekman, Luke Holman and an anonymous reviewer for helpful 434 
comments on a previous version of this manuscript. 435 
 436 
REFERENCES 437 
Aitchison J. 1986. The Statistical Analysis of Compositional Data. Caldwell (USA): The Blackburn 438 
Press. 439 
Arnold G, Quenet B, Cronuet JM, Masson C. 1996. Kin recognition in honeybees. Nature. 378:498. 440 
Amé JM, Rivault C, Deneubourg JL. 2004. Cockroach aggregation based on strain odour recognition. 441 
Anim Behav. 68:743-801. 442 
Amé JM, Halloy J, Rivault C, Detrain C, Deneubourg JL. 2006. Collegial decision making based on 443 
social amplification leads to optimal group formation. Proc Natl Acad Sci USA. 103:5835-5840. 444 
20 
 
Bates D, Maechler M, Bolker B, Waleker S. 2014. lme4: linear mixed-effects models using Eigen and 445 
S4. R package version, 1. 446 
Bell WJ, Roth LM, Nalepa CA. 2007. Cockroaches: ecology, behavior, and natural history. Baltimore 447 
(MA): The John Hopkins University Press.  448 
Blomquist GJ. 2010. Biosynthesis of cuticular hydrocarbons. Pp. 35–52 in G. J. Blomquist and A. G. 449 
Bagnères, eds. Insect hydrocarbons: biology, biochemistry, and chemical ecology. New York 450 
(NY): Cambridge Univ. Press,  451 
Boomsma JJ, d’Ettorre P. 2013. Nice to kin and nasty to non-kin: revisiting Hamilton’s early insights on 452 
eusociality. Biol Lett. 9:20130444. 453 
Boomsma JJ, Nielsen J, Sundström L, Oldham NJ, Tentschert J, Petersen HC, Morgan ED. 2003. 454 
Informational constraints on optimal sex allocation in ants. Proc Natl Acad Sci USA. 100:8799–455 
8804. 456 
Booth W, Santangelo RG, Vargo EL, Mukha DV, Schal C. 2011. Population genetic structure in 457 
German cockroaches (Blattella germanica): differentiated islands in an agricultural landscape. J 458 
Hered. 102:175-183. 459 
Breed MD. 2014. Kin and nestmate recognition: the influence of W.D. Hamilton on 50 years of 460 
research. Anim Behav. 92:271-279. 461 
Breed MD, Garry MF, Pearce BE, Hibbard LB, Bjostad LB, Page RE. 1995. The role of was comb in 462 
honeybee nestmate recognition. Anim Behav. 50:489-496. 463 
Canonge S, Deneubourg JL, Sempo G. 2011. Group living enhances individual resources 464 
discrimination: the use of public information by cockroaches to assess shelter quality. PLoS 465 
ONE. 6: e19748. 466 
Cloarec A, Rivault C, Cariou L. 1999. Genetic population structure of the German cockroach, Blattella 467 
germanica: absence of geographical variation. Entomol Exp Appl. 92:311-319. 468 
Costa JT. 2006. The Other Insect Societies. Cambridge (MA): Harvard University Press.  469 
Crissman JR, Booth W, Santangelo RG, Mukha DV, Vargo EL, Schal C. 2010. Population genetic 470 
structure of the German cockroach (Blattodea: Blattellidae) in apartment buildings. Med Vet 471 
Entomol 47:553-564. 472 
Crozier RH. 1986. Genetic clonal recognition abilities in marine invertebrates must be maintained by 473 
selection for something else. Evolution. 40:1100–1101. 474 
21 
 
Dani FR, Jones GR, Corsi S, Beard R, Pradella D, Turillazzi S. 2005. Nestmate recognition cues in the 475 
honey bee: differential importance of cuticular alkanes and alkenes. Chem Senses. 30:447–476 
489. 477 
Dambach M, Goehlen B. 1999. Aggregation density and longevity correlate with humidity in first-instar 478 
nymphs of the cockroach (Blattella germanica L., Dictyoptera). J Insect Physiol. 45:423–429. 479 
Djernæs M, Klass KD, Picker MD, Damgaard J. 2012. Phylogeny of cockroaches (Insecta, 480 
Dictyoptera, Blattodea), with placement of aberrant taxa and exploration of out-group sampling. 481 
Syst Entomol. 37:65–83. 482 
Dronnet S, Lohou C, Christides JP, Bagnères AG. 2006. Cuticular hydrocarbon composition reflects 483 
genetic relationship among colonies of the introduced termite Reticulermes santonensis 484 
Feytaud. J Chem Ecol. 32:1027–1042. 485 
Fellowes MDE. 1998. Do non-social insects get the (kin) recognition they deserve? Ecol Entomol. 486 
23:223–227. 487 
Greenberg L. 1979. Genetic component of bee odour in kin recognition. Science 206:1095–1097. 488 
Grinsted L, Bilde T, d’Ettorre P. 2011. Cuticular hydrocarbons as potential kin recognition in a 489 
subsocial spider. Behav Ecol 22:1187–1194. 490 
Hadfield JD. 2010. MCMC methods for multi-response generalized linear mixed models: the 491 
MCMCglmm R package. J Stat Soft. 33:1–22. 492 
Hamilton WD. 1987. Discriminating nepotism: expectable, common, overlooked. In: Fletcher DJC and 493 
Michener CD, editors. Kin Recognition in Animals. New-Yok (NJ): Wiley and Sons. p. 417–437.   494 
Helanterä H, Aehle O, Roux M, Heinze J, d'Ettorre P. 2013. Family-based guilds in the ant 495 
Pachycondyla inversa. Biol Lett. 9:20130125. 496 
Hepper PG. 1991. Kin Recognition. Cambridge (UK): Cambridge University Press. 497 
Holman L, Lanfear R, d'Ettorre P. 2013a. The evolution of queen pheromones in the ant genus Lasius. 498 
J Evol Biol. 26:1549-1558. 499 
Holman L, Linksvayer TA, d’Ettore P. 2013b. Genetic constraints on dishonesty and caste dimorphism 500 
in an ant. Am Nat. 181:161-170. 501 
Holman L, van Zweden JS, Linksvayer TA, d’Ettore P. 2013c. Crozier’s paradox revisited: 502 
maintenance of genetic recognition systems by disassortative mating. BMC Evol Biol. 13:211. 503 
22 
 
Inward D, Beccaloni G., Eggleton P. 2007. Death of an order: a comprehensive molecular 504 
phylogenetic study confirms that termites are eusocial cockroaches. Biol Lett. 3:331–335. 505 
Jeanson R, Deneubourg JL. 2006. Path selection in cockroaches. J Exp Biol. 209:4768-4775. 506 
Johnson B, van Wilgenburg E, Tsutsui N. 2011. Nestmate recognition in social insects: overcoming 507 
physiological constraints with collective decision making. Behav Ecol Sociobiol. 65:935-944. 508 
Keller L. 1997. Indiscriminate altruism: unduly nice parents and siblings. Trends Ecol Evol. 12:99–103. 509 
Krupp KB, DeBruine LM, Jones BC, Lalumière ML. 2012. Kin recognition: evidence that humans can 510 
perceive both positive and negative relatedness. J Evol Biol. 25:1472–1478. 511 
Laurent Salazar M-O, Deneubourg JL, Sempo G. 2013. Information cascade ruling the fleeing 512 
behaviour of a gregarious insect. Anim Behav. 6:1271–1285. 513 
Laurent Salazar M-O, Planas-Sitja I, Deneubourg JL, Sempo G. 2015. Collective resilience in a 514 
disturbed environment: stability of the activity rhythm and group personality in Periplaneta 515 
americana. Behav Ecol Sociobiol. 69:1879–1896. 516 
Leadbeater E, Dapporto L, Turillazzi S, Field J. 2014. Available kin recognition cues may explain why 517 
wasp behaviour reflects relatedness to nest mates. Behav Ecol. 25:344–352. 518 
Lenoir A, d’Ettore P, Errard C, Hefetz A. 1999. Individuality and colonial identity in ants: the 519 
emergence of the social representation concept. In: Detrain C, Deneubourg JL, Pasteels JM, 520 
editors. Information processing in social insects. Basel: Birkhäuser. p. 219-237. 521 
Liang D, Silverman J. 2000. “You are what you eat”: Diet modifies cuticular hydrocarbons and 522 
nestmate recognition in the Argentine ant, Linepithema humile. Naturwissenshaften. 87:412–523 
416. 524 
Lihoreau M, Zimmer C, Rivaut C. 2007. Kin recognition and incest avoidance in a group-living insect. 525 
Behav Ecol. 18:880–887. 526 
Lihoreau M, Rivault C. 2008. Tactile stimuli trigger group effect in cockroach aggregations. Anim 527 
Behav. 75:1965–1972. 528 
Lihoreau M, Zimmer C, Rivaut C. 2008. Mutual mate choice: when it pays both sexes to avoid 529 
inbreeding. PLoS ONE. 3:e3365. 530 
Lihoreau M, Rivault C. 2009. Kin recognition via cuticular hydrocarbons shapes cockroach social life. 531 
Behav Ecol. 20:46–53. 532 
23 
 
Lihoreau M, Rivault C. 2010. German cockroach males maximize their inclusive fitness by avoiding 533 
mating with kin. Anim Behav. 20:303–309. 534 
Lihoreau M, Deneubourg JL, Rivaut C. 2010. Collective foraging decision in a gregarious insect. 535 
Behav Ecol Sociobiol. 64:1577-1587. 536 
Lihoreau M, Costa JT, Rivault C. 2012. The social biology of domiciliary cockroaches: colony 537 
structure, kin recognition and collective decisions. Insectes Soc. 59:445–452. 538 
Lynch M, Walsh B. 1998. Genetics and analysis of quantitative traits. Sunderland (UK): Sinauer 539 
Associates. 540 
Martin SJ, Vitikainen E, Helanterä H, Drijfhout FP. 2008. Chemical basis of nest-mate discrimination in 541 
the ant Formica exsecta. Proc R Soc B. 275:1271-1278. 542 
Nehring V, Evison SEF, Santorelli LA, d’Ettorre P, Hughes WOH. 2011. Kin-informative recognition 543 
cues in ants. Proc R Soc B. 278:1942–1948. 544 
Ostrowski EA, Katoh M, Shaulsky G, Queller DC, Strassmann JE. 2008. Kin discrimination increases 545 
with genetic distance in a social amoeba. PloS Biol. 6:e287. 546 
Paradis E, Claude J, Strimmer K. 2004. APE: analyses of phylogenetics and evolution in R language. 547 
Bioinformatics. 20:289–290. 548 
Pusey A, Wolf M. 1996. Inbreeding avoidance in animals. Trends Ecol Evol. 11:201–206. 549 
Ratnieks FLW, Foster KR, Wenseelers T. 2006. Conflict resolution in insect societies. Annu Rev 550 
Entomol. 51:581–608. 551 
R Development Core Team. 2015. R: A Language and Environment for Statistical Computing, R 552 
Foundation for Statistical Computing. Version 3.2.1 Available at http://www.r-project.org 553 
Rivault C, Cloarec A. 1998. Cockroach aggregation: discrimination between strain odours in Blattella 554 
germanica. Anim Behav. 55:177–184. 555 
Rivault C, Cloarec A, Sreng L. 1999. Cuticular extracts inducing aggregation in the German 556 
cockroach, Blattella germanica (L.). J Insect Physiol. 44:909–918. 557 
Ross KG, Meer RKV, Fletcher DJC, Vargo EL. 1987. Biochemical phenotypic and genetic studies of 558 
two introduced fire ants and their hybrid (Hymenoptera: Formicidae). Evolution 41:280-293. 559 
Rust MK, Owens JM, Reierson DA. 1995. Understanding and Controlling the German Cockroach. 560 
Oxford (UK): Oxford University Press. 561 
24 
 
Seelinger G, Seelinger U. 1983. On the social organisation, alarm and fighting in the primitive 562 
cockroach Cryptocercus punctulatus Scudder. Ethology. 61:315–333. 563 
Tarpy DR, Nielsen R, Nielsen DI. 2004. A scientific note on the revised estimates of effective paternity 564 
frequency in Apis. Insectes Soc. 51:203–204. 565 
Thomas ML, Simmons LW. 2011. Crickets detect the genetic similarity of mating partners via cuticular 566 
hydrocarbons. J Evol Biol. 24:1993–1800. 567 
Todrank J, Heth G. 2003. Odor–genes covariance and genetic relatedness assessments: rethinking 568 
odor-based “recognition” mechanisms in rodents. Adv Stud Behav. 32:77–130. 569 
Vargo EL, Crissman JR, Booth W, Santangelo RG, Muhkha DV, Schal C. 2014. Hierarchical genetic 570 
analysis of German cockroach (Blattella germanica) populations from within buildings to across 571 
continents. PLoS ONE 9:e102321. 572 
Wilson AJ, Réale D, Clements MN, Morrissey MM, Postma E, Walling CA, Kruuk LEB, Nussey DH 573 
2010. An ecologist’s guide to the animal model. J Anim Ecol. 79:13-26. 574 
Wong JWY, Meunier J, Lucas C, Kölliker M. 2014. Paternal signature in kin recognition cues of a 575 
social insect: concealed in juveniles, revealed in adults. Proc R Soc B. 281:20141236. 576 
Van Oystaeyen A, Oliveira RC, Holman L, van Zweden JS, Romero C, Oi CA, d’Ettore P, Khalesi M, 577 
Billen J, Wäckers F, Millar JG, Wenseleers T. 2014. Conserved class of queen pheromones 578 
stops social insect workers from reproducing. Science. 343:287-290. 579 
van Zweden JS, Dreier S, d’Ettorre P. 2009. Disentangling environmental and heritable nestmate 580 
recognition cues in a carpenter ant. J Insect Physiol. 55:159–164. 581 
van Zweden JS, d’Ettorre P. 2010. Nestmate recognition in social insects and the role of 582 
hydrocarbons. In: Blomquist GJ, Bagnères A, editors. Insect hydrocarbons: biology, 583 
biochemistry and chemical ecology. Cambridge (UK): Cambridge University Press. p. 222–243.  584 
van Zweden JS, Brask JB, Christensen JH, Boomsma JJ, Linkvayer TA, d’Ettorre P. 2010. Blending of 585 
heritable recognition cues among ant nestmates creates distinct colony gestalt odours but 586 
prevents within-colony nepotism. J Evol Biol. 23:1498–1508. 587 
van Zweden JS, Bonckaert W, Wenseleers T, d'Ettorre P. 2014. Queen signaling in social wasps. 588 





Figure 1 592 
 593 
Figure 1. Rearing protocol to obtain cockroach lines of known pedigree relatedness 594 
(r) from two strains (A and B). Mature oothecae were collected from parent females 595 
(P) sampled in the strains. The F1 generation of full-sibling (FS) nymphs were reared 596 
until adulthood. F1 males and females were paired to produce the F2 generation of 597 
nymphs, in which five kin classes were identified: full-siblings (FS: nymphs from the 598 
same parents), paternal half-siblings (HS: nymphs from the same father but different, 599 
unrelated mothers), first cousins (C: nymphs from full-sibling fathers and unrelated 600 
mothers), same strain-members (SS: nymphs from unrelated parents from strain A), 601 
and different strain-members (DS: nymphs from different strains). Third instar 602 
nymphs from the F2 generation were used in behavioural and chemical analyses. 603 
  604 
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Figure 2. (a) Scheme of the choice test. Cockroaches were given a choice between 607 
a resting site containing full-siblings (FS) and another containing less related 608 
conspecifics (half-siblings (HS), first cousins (C), unrelated same strain-members 609 
(SS), or unrelated different strain-members (DS); see details in Figure 1). (b) Results 610 
of the choice test. Proportion of choices for FS are given with 95% confidence 611 
intervals. N is numbers of successful trials, i.e. when either of the two sites was 612 
chosen. The proportion of choices for FS increased with the genetic distance 613 
between stimuli groups irrespective of the matrilines of each group and of the side 614 
(left/right) in which the FS group was presented (GLMM with binomial error, F3,622 = 615 
5.98, P < 0.001). Different letters above bars indicate significant pairwise differences 616 
(z-test: P < 0.05). (c) Relationship between kin distance and chemical distance. The 617 
Euclidean chemical distance between CHC profiles (light grey: all 25 compounds; 618 
dark grey: five most heritable compounds; white: five least heritable compounds) was 619 
calculated for each pair of cockroaches and then averaged according to the five kin 620 
classes. In all cases, there was a significant negative relationship between chemical 621 
distance and pedigree relatedness (Mantel test; all 25 compounds: Z = 3174.23, P < 622 
0.001; five most heritable compounds: Z = 1604.82, P < 0.001; five least heritable 623 
compounds: Z = 1492.51, P < 0.001). Mean and standard deviation are given. The 624 
distance to self is by definition zero. N is the number of pairs that were averaged in 625 
each kin class. The relatedness of SS was set to 0.0625, but results were similar 626 




Figure 3 629 
  630 
Figure 3. Heritability estimates (diagonal), genetic correlations (lower triangle), and 631 
maternal correlations (upper triangle) of CHCs using the animal model. Estimates 632 
were obtained from Bayesian mixed-effect models for each combination of two 633 
variables, with developmental stage (nymph/adult) as fixed variable, and strain (A/B) 634 
and maternal environment (e.g. full siblings derive from the same ootheca) as 635 
random variables. Heritability estimates were averaged over all models in which the 636 
compound occurred (see details in main text). Principal components (PCs) were 637 
extracted from an unscaled principal component analysis including all individuals and 638 
all compounds. All numerical values are available in Supplementary Table S1. 639 
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